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Abstract
Background: Secretory and transmembrane proteins traverse the endoplasmic reticulum (ER)
and Golgi compartments for final maturation prior to reaching their functional destinations.
Members of the p24 protein family, which are transmembrane constituents of ER and Golgi-derived
transport vesicles, function in trafficking some secretory proteins in yeast and higher eukaryotes.
Yeast p24 mutants have minor secretory defects and induce an ER stress response that likely
results from accumulation of proteins in the ER due to disrupted trafficking. We tested the
hypothesis that loss of Drosophila melanogaster p24 protein function causes a transcriptional
response characteristic of ER stress activation.
Results: We performed genome-wide profiling experiments on tissues from Drosophila females
with a mutation in the p24 gene logjam (loj) and identified changes in message levels for 641 genes.
We found that loj mutants have expression profiles consistent with activation of stress responses.
Of particular note is our observation that approximately 20% of the loci up regulated in loj mutants
are Drosophila immune-regulated genes (DIRGs), many of which are transcriptional targets of NF-
κB or JNK signaling pathways.
Conclusion: The loj mutant expression profiling data support the hypothesis that loss of p24
function causes a stress response. Genes involved in ameliorating stress, such as those encoding
products involved in proteolysis, metabolism and protein folding, are differentially expressed in loj
mutants compared to controls. Nearly 20% of the genes with increased message levels in the loj
mutant are transcriptional targets of Drosophila NF-κB proteins. Activation of NF-κB transcription
factors is the hallmark of an ER stress response called the ER overload response. Therefore, our
data are consistent with the hypothesis that Drosophila p24 mutations induce stress, possibly via
activation of ER stress response pathways. Because of the molecular and genetic tools available for
Drosophila, the fly will be a useful system for investigating the tissue-specific functions of p24
proteins and for determining the how disrupting these molecules causes stress responses in vivo.
Background
Proper functioning of the ER is critical for cell survival and
function. Perturbations in protein folding in the ER or in
trafficking of secretory proteins are associated with a large
number of human maladies, including diabetes and neu-
rodegenerative diseases, and can lead to chronic inflam-
mation and cancer [Reviewed in [1-5]]. The ER is the first
cellular compartment in which secretory and membrane
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proteins undergo post-translational modification as they
progress through the cellular membrane systems to their
final functional location. When ER homeostasis is dis-
rupted or trafficking is blocked, cells attempt to correct the
problem via induction of stress response pathways such as
the unfolded protein response (UPR) and the ER overload
response (EOR), phylogenetically conserved mechanisms
for dealing with cellular assaults [Reviewed in [4,6-12]].
The UPR and EOR signaling programs can be activated by
the presence of unusually large amounts of proteins
within the ER that are not trafficked to the Golgi. For
instance, the UPR is induced when mutant proteins can-
not be properly folded and accumulate within the ER
lumen. The EOR, which is characterized by activation of
the Rel transcription factor NF-κB and its downstream sig-
naling pathways, is stimulated by events such as viral
infection that produce overwhelming amounts of non-
mutant proteins [Reviewed in [13]].
The UPR attenuates translation to decrease overall protein
load in the ER and activates transcription of genes encod-
ing chaperones, oxidoreductases, and other proteins nec-
essary for folding and post-translational modification.
Genes involved in protein metabolism are up regulated as
well. The activated UPR also targets improperly folded
proteins to the ER-associated degradation (ERAD) path-
way and up regulates genes necessary for protein metabo-
lism. Cells unable to overcome ER stress may ultimately
die by apoptosis [Reviewed in [4,6-10]].
Three cellular signal transduction pathways mediate
downstream UPR or EOR events [Reviewed in [4,6-10]].
In mammals PERK, Atf6 and Ire-1 are ER transmembrane
proteins, with N-termini in the ER lumen and C-termini
in the cytoplasm, which serve as sensors for changes
within the ER, including alterations in calcium levels,
redox environment or levels of nascent proteins. Transla-
tional attenuation, which decreases the overall amount of
nascent protein requiring ER modification and folding, is
mediated by PERK kinase activation by autophosphoryla-
tion. Subsequent PERK inactivation of the eIF2α transla-
tion initiation factor via phosphorylation is responsible
for the resulting translational attenuation.
Upon UPR induction, the Ire-1 endonuclease is also phos-
phorylated, allowing cleavage of the Xbp1 mRNA to pro-
duce a functional bZIP transcription factor that positively
regulates expression of downstream genes such as ER
chaperones. Ire-1 also targets a subset of mRNAs encoding
membrane and secreted proteins for degradation [14].
The third UPR signal, Atf6 is a transcription factor that is
released from the ER during cellular stress, moves to the
Golgi for final modification, and then activates transcrip-
tion of downstream genes including chaperones and
Xbp1. There are Drosophila counterparts to PERK (PEK in
Drosophila), Atf6, Ire-1 and Xbp1 [[15-17], Reviewed in
[11]], although the genes and their targets are largely
unstudied in this model system.
One or more of the signaling cascades involved in the
UPR also activate the EOR and NF-κB. This NF-κB activa-
tion occurs post-translationally, possibly as a result of
PERK-mediated translational attenuation of the NF-κB
inhibitory partner I-κB [18,19]. Other data suggest a
model in which NF-κB is a downstream target of Ire-1
through an interaction between Ire-1 and the E3 ubiquitin
ligase Traf2 that leads to NF-κB activation [20]. Yeast do
not have NF-κB homologs and lack two of the UPR sign-
aling pathways found in multi-cellular organisms; all
known UPR signaling in yeast is regulated by Ire-1.
It is not clear that activation of the UPR and EOR are
entirely separable events since both responses require
components of the same ER stress-activated signaling cas-
cades [21]. Several chemical agents that induce the UPR
also trigger the EOR, although some inducers may be
pathway specific [Reviewed in [13]]. One possibility is
that the EOR is a later response to stresses that cannot be
overcome by the initial UPR activation [21]. Early UPR
activation may induce "adaptation genes", and, if the
stress cannot be overcome, the "alarm genes" characteris-
tic of the EOR may be induced in a final effort to save cells
before they initiate apoptosis [21].
Members of the p24 protein family are constituents of ER
and Golgi-derived vesicles and are hypothesized to func-
tion in a variety of ways in intracellular protein trafficking
[Reviewed in [22]]. Since loss of p24 function reduces traf-
ficking of specific proteins [23-25] and induces the UPR in
yeast [26], we reasoned that loss of p24 expression in Dro-
sophila  should similarly reduce protein trafficking and
induce an ER stress response. Because we expected traffick-
ing of otherwise normal proteins to be affected in p24
mutants, we further predicted that the Drosophila stress
response would differ from that in yeast by more closely
resembling the EOR rather than the UPR and that the
response would be activated by the PEK or Ire-1 pathways.
Our genome-wide expression profiling and genetic inter-
action studies are consistent with the hypotheses that loss
of p24 function leads to activation of stress responses in
metazoans and that both the PEK and Ire-1 pathways may
be involved in these responses through activation of the
NF-κB proteins Dif and Rel.
Results
Since deletion of a yeast p24 protein induces an ER stress
response [26], we predicted that loss of a Drosophila p24
protein, Loj, would elicit a similar response in flies.
Because flies contain all three stress response pathwaysBMC Genomics 2008, 9:212 http://www.biomedcentral.com/1471-2164/9/212
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(PEK, Atf6, Ire-1) while yeast only have the Ire-1-mediated
response, we expected that loss of trafficking due to a p24
mutation might induce multiple ER stress-activated sign-
aling pathways. Since one characteristic of ER stress
responses is transcriptional activation of numerous gene
products to ameliorate the stress, we utilized a genomic
profiling approach to determine the genes with altered
expression in loj00898/loj04026 mutants (henceforth referred
to as loj mutants) compared to controls. We showed pre-
viously that this allelic combination is strongly hypomor-
phic and probably genetically null [27].
loj transcripts and proteins are highly expressed in the fol-
licle cells of developing eggs and in the central nervous
system (CNS) [27,28] as well as in other tissues such as
the gut and fat body (K.A. Boltz, S. Grady, and G.E. Car-
ney, unpublished results). For our analyses, female abdo-
mens containing the ovaries, genital tract, fat, and gut
tissue were dissected away from the remainder of the body
(head/thorax), which contains the entire CNS as well as
the fat surrounding the head. Mutant and control samples
from either the abdomen or head/thorax were used to
generate labeled samples for microarray analyses using
Affymetrix Drosophila Genome 2.0 arrays. We identified a
similar number of expression changes in each of the two
samples using a 1.5-fold cut-off (p < 0.001 for all data
extraction methods for each sample). In the abdominal
preparations 366 genes showed transcriptional changes,
and 372 genes were identified in the head/thorax samples.
Ninety-seven of the genes are common to both tissue
preparations (Table 1).
Of the 641 genes showing transcriptional changes in one
or both tissues, approximately one fifth (131 genes) are
up regulated by various pathogens or septic injury (Table
2); many are targets of the Toll or Imd signaling cascades
[29-37]. The Toll pathway in Drosophila regulates immune
response to pathogens and septic injury by activating the
NF-κB transcription factors Dorsal (Dl) and Dif [38-41],
while the Imd pathway branches downstream of TAK1 to
activate Jun kinase (JNK) and Relish (Rel) signaling in
response to pathogens or injury [31]. Rel is the third NF-
κB transcription factor in Drosophila that controls humoral
immune responses [42]. Since activation of NF-κB is the
hallmark of the EOR, our data showing increased levels of
numerous immune responsive and NF-κB target genes
suggest that a stress response that includes the EOR is acti-
vated in loj mutant females.
Expression changes common to both tissues
While the majority of the genes identified in our analyses
were specific to either the abdomen or the head/thorax
samples, numerous changes were common to both tissue
preparations. Twenty genes had decreased levels (includ-
ing loj, see Additional file 1) in both mutant tissue sam-
ples, while 77 genes showed increased expression in loj
mutants compared to controls (see Additional files 1 and
2). Seventeen of these 97 genes were found previously to
be transcriptionally responsive to the ER stress inducing
agent tunicamycin [43]. Fourteen of our genes show a
similar response to tunicamycin-induced changes, while 3
genes show the opposite pattern (see Additional files 1
and 2). Tequila, which is down regulated in loj mutants
(see Additional file 1), is also repressed in tissue culture
cells in which the UPR has been induced by dithiothreitol
treatment; this decrease is dependent upon Ire-1 but not
Xbp1 [14].
Of the genes identified in both tissue data sets, 36 are
known or likely Drosophila  immune-regulated genes
Table 1: Total number of genes with altered expression levels in loj mutant tissues
Up regulated Down regulated Total changes
Abdomen only 205 64 269
Head/thorax only 164 111 275
Common to both tissues 77 20 97
Total 446 195 641
Table 2: Total DIRGs with altered expression levels in loj mutant tissues
Up regulated Down regulated Totals
Abdomen only DIRGs 44 3 47
Head/thorax only DIRGs 44 4 48
DIRGs common to both tissues 36 0 36
Total 124 7 131BMC Genomics 2008, 9:212 http://www.biomedcentral.com/1471-2164/9/212
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(DIRGs), the majority of which are targets of Toll or Imd
signaling (see Additional file 2). GADD45β is an ER stress
response gene that is regulated by NF-κB and exerts an
anti-apoptotic effect by down regulating JNK signaling
[44]. Also up regulated in this common data set are genes
encoding small immune peptides such as Cecropins and
Attacins as well as the gram-positive bacteria peptidogly-
can receptor PGRP-SA (see Additional file 2). The NF-κB
gene  Rel  also has increased transcript levels in the loj
mutant tissues.
To validate our microarray data, we used qPCR to test a
subset of genes with altered expression profiles in both tis-
sue samples. Each tissue was assayed independently and
showed the expected directional change (see Methods and
Additional files 1 and 2). For most of the genes tested, the
gene expression levels are significantly different between
loj mutants and controls in both tissues (p < 0.05). In only
one instance (GstD5) was the difference non significant
for either tissue.
Mutations in the p24 gene eclair also have elevated levels 
of immune-regulated products
We anticipated that increased expression of immune
responsive and NF-κB target genes would be a general
response to p24 gene mutations in multi-cellular animals.
In Drosophila, mutations in two other p24  genes, eclair
(eca) and baiser (bai), cause oviposition defects similar to
those observed for loj mutants [27,45]. Both eca and bai
are co-expressed with loj in ovarian follicle cells and are
expressed in the CNS [28].
We generated viable eca mutant females and tested them
for increased expression of four of the immune regulated
genes that are up regulated in loj mutants (See Methods).
Expression of CG6687, Tsp42Ed and Frost is significantly
increased in eca  mutants relative to controls, while
Socs36E is not significantly increased in eca mutants (data
not shown). These results indicate that activation of NF-
κB and immune-regulated genes may be a general
response to p24 loss-of-function mutations.
Expression changes in the abdomen
The egg tissue of the Drosophila abdomen expresses Loj
throughout all stages of development, with particularly
strong expression observed at stage 10 in the somatically-
derived follicle cell layer [27,28], whose primary function
is secreting factors needed for eggshell formation. Low-
level Loj expression is also observed in the nurse cells
[27,28] that produce mRNAs and other factors necessary
for embryonic development. Our recent analysis indicates
that the Loj protein is highly expressed in other adult
abdominal tissues as well, including the fat body and the
gut (K.A. Boltz, S. Grady, and G.E. Carney, unpublished
results).
We identified a set of 366 genes with altered expression
patterns in loj mutant abdominal tissue. Of these loci, 269
were noted only in the abdomen while the remaining 97
were also detected in the head/thorax samples (Table 1;
see Additional files 3 and 4). Forty-seven of the 269 abdo-
men-specific genes were previously determined to be
immune responsive. Most are transcriptional targets of
Toll or Imd signaling while others are components of JNK
signaling pathways (see Additional file 3). General
immune-responsive genes are overrepresented in this data
set (p = 4.915 × 10-17, Fisher's Exact Test) as are compo-
nents of JNK signaling (p = 9.192 × 10-5, Fisher's Exact
Test).
The abdominal tissue also differentially expressed 222
genes with no known function in immunity (see Addi-
tional file 4). Most of the published genome profiling
experiments that identified immune response genes used
an earlier version of the Drosophila  genome array [29-
32,35] that lacked many of the transcriptional units on
the Drosophila Genome 2.0 chips used in this study. There-
fore, some of the genes in Additional file 4 likely have pre-
viously unrecognized roles in the immune response.
Genes in the up-regulated class have functions consistent
with involvement in a UPR response (see Additional file
4).  CG14207  encodes a small Hsp20-like chaperone.
CG33486 encodes an asparagine synthetase, a protein pre-
viously implicated in the mammalian ER stress response
[46]. The predicted function of CG4415 is unfolded pro-
tein binding, suggesting it functions in the UPR as well.
Many other up-regulated genes encode proteins with pre-
dicted functions such as proteolysis and peptidolysis,
metabolism and oxidoreductase activity.
Expression changes in the head/thorax
A subset of cells in the CNS also has high-level Loj expres-
sion, and CNS expression of loj in loj mutants rescues egg
laying and fertility [28]. We separated the loj CNS effects
from those occurring in developing eggs and gut by dis-
secting the abdomen (containing the ovaries and gut but
not CNS tissue) away from the remainder of the fly.
We identified a set of 275 genes differentially regulated in
these samples compared to those from abdomens (Table
1; see Additional files 5 and 6). Many up-regulated genes
function in processes such as lipid and protein metabo-
lism. Again, approximately 20% of the genes have been
implicated in immune signaling (Table 2; see Additional
file 5). Immune responsive as well as JNK pathway com-
ponents are also overrepresented in the head/thorax prep-
arations (Immune gene p = 1.594 × 10-19; JNK p = 3.110
× 10-3; Fisher's Exact Test).BMC Genomics 2008, 9:212 http://www.biomedcentral.com/1471-2164/9/212
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loj interacts genetically with members of the NF-κB 
genetic signaling pathways
The Toll and Imd pathways activate different, but some-
times overlapping, immune-responsive genes depending
upon the pathogen [32,47]. In adult flies, the NF-κB pro-
tein Dif is the Toll signaling effecter molecule in response
to immune challenge, while the adult function of Dl is not
clear. Rel functions downstream of Imd signaling to acti-
vate DIRGs [Reviewed in [48]]. The fact that we observed
increased message levels of signaling molecules that lie
downstream of each pathway begs the question as to
whether the three Drosophila NF-κB proteins are acti-
vated in the loj mutant. Therefore, we tested for genetic
interactions between loj and the three Drosophila NF-κB
genes to identify which may be involved in the stress
response.
Since loj is expressed throughout development [27], we
anticipated that activation of the ER stress response in loj
mutants would be important for survival to adult eclosion
from the pupal case. If NF-κB proteins are needed for
stress response activation to survive pupation, we
expected that reducing NF-κB levels in the loj  mutant
would affect adult survival. When we assayed eclosion
rates in double mutant combinations of loj with Dif, dl or
Rel, we found that fewer than the expected number of Dif;
loj or loj, Rel mutant offspring emerged from the pupal
case (Table 3). These results suggest that the Dif and Rel
proteins are needed in loj mutants to ameliorate the stress
response so that animals can survive development.
Discussion
When the ER has an unusually high burden of protein
products due to viral infection, mutation, or other
assaults, mechanisms are activated to reduce the ER pro-
tein load. Our results that stress response genes are acti-
vated in p24 mutants suggest that loss of p24 protein
function causes stress, possibly by disrupting ER homeos-
tasis. Furthermore, we show that a large proportion of the
genes with altered transcriptional profiles in a loj  p24
mutant genetic background are known or suspected tar-
gets of immune signaling pathways regulated by the Dro-
sophila NF-κB proteins Dif and Relish; function of each of
these proteins is needed for loj mutants to survive to adult-
hood. Activation of NF-κB is the signature event in the
EOR response to increased ER protein load.
The loj p24 mutant activates stress response genes
We discovered transcript-level changes in genes encoding
factors involved in protein metabolism and folding that
are consistent with induction of the UPR. However, we
did not identify all of the genes found in a previous study
on tunicamycin-induced ER stress in Drosophila  [43],
which identified approximately 600 transcriptional
changes in untreated compared to tunicamycin-treated
flies using a 1.5-fold change threshold. Tunicamycin acti-
vates the UPR as well as the EOR [13].
In yeast, loss of p24 function results in increased splicing
of the Ire-1 target Xbp1 [26]. We did not find evidence for
increased transcription of Xbp1 in our p24 mutant micro-
array experiment, which is consistent with the Girardot et
al. report (2004) showing that the UPR transcriptional tar-
get Xbp1 is not up regulated in tunicamycin-treated flies.
Furthermore, a second RT-PCR-based assay did not reveal
Table 3: loj genetically interacts with Drosophila NF-κB genes Dif 
and Rel
Genotype # eclosed % expected eclosing
Dif2/+; loj00898/+ 369 100%
Dif2; loj00898/+ 192 52.0%
Dif2/+; loj00898 122 33.1%
Dif2; loj00898 18 4.9%
Dif2/+; loj/+ 94 100%
Dif2; loj/+ 47 50.0%
Dif2/+; loj00898/loj04026 55 58.5%
Dif2; loj00898/loj04026 14 14.8%
dl1 cn1 sca1/+; loj00898/+ 94 100%
dl1 cn1 sca1; loj00898/+ 10 10.6%
dl1 cn1 sca1/+; loj00898 13 13.8%
dl1 cn1 sca1; loj00898 11 11.7%
loj00898, RelE20/+ 315 100%
loj00898, RelE20 6 1.9%
loj00898, RelE20 or loj00898/+ 135 100%
loj00898, RelE20/loj00898 71 100.5%
loj00898, RelE20 or RelE20/+ 57 100%
loj00898, RelE20/RelE20 20 70.0%
imdEY08573/+; loj00898/+ 111 100%
imdEY08573; loj00898/+ 60 54.0%
imdEY08573/+; loj00898 17 15.3%
imdEY08573; loj00898 17 15.3%
For tests with Dif, dl, and imd each of the four expected progeny 
classes should be represented at equal frequency (25% each). Only 
two types of progeny are produced in the loj00898, RelE20/TM3, Sb 
cross, so each class should account for 50% of the offspring. 
Homozygous loj00898, loj04026, Dif2 or dl1 mutations independently affect 
adult viability, while RelE20 and imdEY08573 stocks are maintained as 
homozygotes. Adult eclosion is dramatically reduced when Dif2 or 
RelE20 (but not dl1 or imdEY08573) homozygous mutations are 
introduced into the loj00898 homozygous mutant background. Similar 
results were obtained for 5 independent loj00898, RelE20 recombinant 
strains and different genetic backgrounds containing imdEY08573. Large 
numbers of loj00898, RelE20/RelE20 and loj00898, RelE20/loj00898 (or loj04026) 
survive to adulthood (70–100% of expected), indicating that the 
decreased eclosion of loj00898, RelE20 animals is largely due to effects 
from mutations in both genes. Although homozygous mutations in loj 
or dl decrease adult viability, we did not observe additional, large 
effects when both genes are mutated in 2 different genetic 
backgrounds.BMC Genomics 2008, 9:212 http://www.biomedcentral.com/1471-2164/9/212
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increased splicing of Xbp1 in loj compared to control ani-
mals (data not shown) nor did we observe activation of
Xbp1-EGFP [16] expression in loj mutants. The fact that
increased Xbp1 transcription and splicing are not detected
could be because these responses occur prior to the time
point of our assays. Alternatively, some aspects of the
tunicamycin and p24 mutant stress responses may be
independent of Xbp1 signaling. Activated Atf6 increases
expression of Xbp1 during ER stress [49], but Atf6 signal-
ing has not been implicated in NF-κB activation during
the EOR.
Our study identified 641 expression changes, 92 of which
were demonstrated previously to be tunicamycin sensi-
tive. Sixty-five transcripts had the same directionality as in
Girardot et al. (2004) [43], while the remaining 27 show
opposite patterns (see Additional files 1, 2, 3, 4, 5, 6). The
tunicamycin experiment differed from ours in that the
researchers used wild-type Drosophila adult male bodies
and probed an earlier version of the Drosophila genome
array with lower transcriptional coverage. Some of the dif-
ferences in the two studies may be due to sex, genetic
background and assayed transcripts. Additionally, the loj
mutants should be chronically stressed due to loss of p24
function throughout development; the tunicamycin-
treated animals experienced an acute stress response since
they were assayed 24 hrs after being placed on sugar
medium containing tunicamycin [43]. Therefore, we
expect that many differences in the two studies are due to
differential effects from chronic compared to acute stress
responses.
Our most interesting finding is the large number of
immune-responsive genes with altered transcriptional
profiles in the loj p24 mutant. Since the majority of cur-
rently published studies on Drosophila immune-respon-
sive genes used the Affymetrix version 1 Drosophila
Genome Arrays (based upon Berkeley Drosophila
Genome Project v4.0), they could not identify all
immune-regulated loci. Based upon their predicted func-
tions, immune-regulated candidates from our study
include Cht4 (see Additional file 1), ImpL2 and CG33093
(see Additional file 4).
loj interacts genetically with Dif and Rel
Recognizing that increased DIRG message levels could be
explained by activation of one or more Drosophila NF-κB
proteins, we tested for genetic interactions between loj and
Dif, dl or Rel. We found that Dif2; loj and loj00898, RelE20
mutant combinations dramatically reduced adult
eclosion, while effects of the dl1; loj00898 double mutant
combination did not differ from dl1; loj00898/+ or dl1/+;
loj00898. These results indicate that NF-κB and loj muta-
tions interact with one another. The results suggest that
the loj mutant stress response is needed for loj mutant ani-
mals to survive development and that this response is par-
tially mediated by Dif and Rel. It is possible that the two
mutations independently make a "sick" fly worse off.
However, Dif and Rel are not required for viability, and
neither dl nor imd mutations enhance the loj mutant phe-
notype, although both genes affect viability in loj/+ ani-
mals.
In our study we did not identify expression changes in all
of the known immune-regulated genes. If both Dif and
Rel are activated in the loj mutant, one might expect that
all potential NF-κB target genes should be affected. How-
ever, NF-κB target sites in immune-responsive promoters
are variably responsive to NF-κB and can be modulated by
other factors to provide specialized immune responses
[50], possibly in a tissue-specific manner. Therefore, the
loj  mutant may not activate all possible NF-κB targets
because other cellular factors are needed for a strong
response.
Mechanisms for stress-induced activation of NF-κB
In mammals two potential mechanisms for ER stress-
induced NF-κB activation have been described. The first
involves PERK-mediated translational inhibition of the
NF-κB inhibitor protein IκB [18,19]. In Drosophila loss of
IκB could only affect Dif signaling since Dif, but not Rel,
is maintained in an inactive form through an association
with the Drosophila IκB protein Cactus [48]. Degradation
of Cactus and release of its inhibitory effect on Dif allows
downstream transcriptional changes. In contrast, the Dro-
sophila NF-κB transcription factor Rel is a bi-partite pro-
tein containing inhibitory as well as activating domains.
Similarly to the mammalian p105 and p100 NF-κB pro-
teins, Rel activation involves a proteosome-mediated
cleavage event that releases the inhibitory domain from
the activating domain. Therefore, it is unlikely that PEK-
mediated translational attenuation of an inhibitor mole-
cule functions in Rel activation.
The second proposed mechanism for mammalian NF-κB
activation due to ER stress is mediated by Ire-1 via an
interaction with the TNF-receptor-associated factor 2
(Traf2) [20]. Traf2 is an E3 ubiquitin ligase that activates
NF-κB and JNK signaling [[51], Reviewed in [52]]. Dro-
sophila  encodes a Traf2-like molecule, and there is evi-
dence that Drosophila Traf proteins are involved in Toll,
Imd and JNK signaling [53-56]. One possible scenario for
NF-κB activation due to ER stress in Drosophila is that Ire-
1 modulates the Rel-induced ER stress pathways while Pek
translational attenuation regulates Dif signaling.
In yeast, loss of p24 protein function causes an ER stress
response, one consequence of which is secretion of the
heat shock protein and ER stress sensor BiP [26]. Interest-
ingly, there is evidence in mammals that BiP and relatedBMC Genomics 2008, 9:212 http://www.biomedcentral.com/1471-2164/9/212
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heat shock proteins bind to and activate Toll-like recep-
tors [Reviewed in [57-59]]. Therefore, it may be possible
to induce NF-κB independently of PEK, Atf6 or Ire-1 if BiP
is secreted. In Drosophila, the Toll receptor regulates Dif
and Dorsal signaling. Even if BiP activation of Toll recep-
tors plays a role in stress-induced NF-κB activation, it can-
not account for the observation that Rel, which is not
regulated by Toll signaling, is induced and interacts genet-
ically with loj. Since imd regulates Rel but does not interact
genetically with loj, Rel signaling in this p24 mutant con-
text could be mediated by the Ire-1/Traf2 pathway rather
than via Imd. Similarly, the Ire-1/Traf2 pathway may
modulate the JNK response genes that are up regulated in
loj mutants (see Additional files 2, 3 and 5). Because Rel
activation requires Rel cleavage rather than disruption of
an inhibitory protein interaction, it is unlikely that Rel
activation is immediately downstream of Pek.
Our analysis did not identify the same set of stress-respon-
sive genes previously shown to require Ire-1 but not other
components of the UPR/EOR response [14]. Only one
locus,  Tequila, is down regulated in both experiments.
However this difference in affected genes may be due to
the stressors or the time periods examined.
There are other possibilities for the observed increases in
NF-κB target genes in the loj  mutant. One is that the
observed stress response results from tissue damage occur-
ring in loj mutants. Tissue damage could activate NF-κB
and stress response genes in the fat body. Another possi-
bility is that increased levels are due to increased message
stability rather than activation of NF-κB in the adult. We
cannot rule out the possibility that changes in stability of
NF-κB target gene transcripts, rather than NF-κB activa-
tion, account for the observed expression differences
between loj and wild-type females.
Do loj p24 mutants have a trafficking defect?
Since loj mutants have increased expression of many genes
implicated in ER stress responses and loj mutations inter-
act genetically with mutations in two NF-κB genes, it is
likely that intracellular trafficking is reduced in loj
mutants. Genes that encode components of the eggshell
(dec-1, Vm32E and Cp15) are down regulated in abdomi-
nal tissue (see Additional file 4). It is possible that traffick-
ing of these proteins or is slowed in loj  mutants and
provides feedback inhibition of transcription. Alterna-
tively, these products may be decreased in the loj mutant
because egg production is slowed and fewer eggs of the
stages that express these genes are present in loj females.
Another interesting finding is that transcript levels of the
octopamine receptor Oamb are also decreased in the loj
mutant (see Additional file 4). Octopamine signaling is
required for egg laying in flies and other insects [60-62],
and reduced Oamb protein expression impairs female
ovulation [63]. Loss of octopamine signaling via
decreased trafficking of the receptor or molecules
involved in octopamine or Oamb production could
account for the egg-laying defect in loj mutants.
In both loj  mutant tissue samples the p24-2  gene
(CG33105) is up regulated (see Additional file 1). p24-2 is
a member of the Drosophila p24-alpha subfamily, while
loj is a member of the p24-gamma subfamily [22,28]. It is
possible that p24-2 can substitute for some loj functions
during development or in the adult. We plan to test these
hypotheses during future investigations into p24 protein
function in flies.
Conclusion
The genetic profiling data support our assertion that loss
of p24 function induces a stress response that includes
increasing the levels of NF-κB target gene transcripts, a
hallmark of the EOR. Furthermore, the decreased viability
of double mutants for loj and Dif or Rel suggests that these
NF-kB proteins and their downstream signaling pathways
play important roles in ameliorating the stress response.
Methods
Drosophila Stocks
Drosophila melanogaster stocks and cross progeny were
maintained at 25°C on a 12 h light-dark cycle using a
standard cornmeal, sugar, agar and yeast culture medium.
The loj00898 and loj04026 alleles were described previously
[27]. The eca1 allele was provided by S. Bartoszewski [45].
dl1 and Df(3R)GB104, red/TM3, Sb Ser (which removes
eca) were obtained from the Bloomington Drosophila
Stock Center (stock numbers 3236 and 1937, respec-
tively). The Dif2 [41] and RelE20 [42] alleles used in this
study were provided by B. J. Taylor. A description of each
allele is available in Flybase (see Availability and require-
ments section for URL).
Microarray Analyses
Females of the genotypes loj00898/loj04026, loj00898/+, and
loj04026/+ were collected as virgins within 1–2 h of the
beginning of the 12 h lighted portion of the light-dark
cycle, kept in glass vials in groups of 20 or fewer flies, and
aspirated singly into new vials on day 3 after collection.
On day 4, a single wild-type male was aspirated into a vial
containing a single female and observed for mating. Only
females that mated within 30 min for 18–30 min were
collected for subsequent RNA extractions. Female abdo-
mens were dissected away from the head/thorax 3 hours
after the end of the mating period and each of the two tis-
sue types (abdomen or head with thorax) was quick-fro-
zen in Trizol reagent (Invitrogen). Total RNA from
abdomen or head/thorax tissue was extracted in Trizol
using the manufacturer's protocol. Twelve female tissueBMC Genomics 2008, 9:212 http://www.biomedcentral.com/1471-2164/9/212
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samples were collected for each of 6 independent RNA
extractions for loj00898/loj04026. Our control samples con-
sisted of 6 loj00898/+ and 6 loj04026/+ samples combined
together for each of 6 independent RNA extractions. Three
experimental (loj00898/loj04026) and three control RNA
samples for each set of tissue were used for array hybridi-
zation. Sample labeling and hybridization to Drosophila
Genome 2.0 Arrays (Affymetrix) was performed at the
University of Kentucky Microarray Core Facility using
standard Affymetrix protocols for a total of 12 arrays (3
sets of experimental and control samples for each of the
two tissues).
Cyber-T was used to perform Bayesian statistical analyses
on expression values derived from dChipPM-MM and
dChipPM [64] and GCOS (Affymetrix) essentially as
described previously [65]. We set stringent parameters
and required that the final set of genes with altered expres-
sion levels have a significance value of p < 0.001 for all
three expression values (dChipPM-MM, dChipPM and
GCOS) and show at least a 1.5-fold difference from the
control samples. This analysis left us with a data set of 641
genes with expression changes in one or both tissues.
Real-time PCR (qPCR)
To validate the microarray results, the remaining twelve
RNA samples (3 experimental and 3 control preparations
for each of the two tissues) were used to prepare inde-
pendent cDNA samples with the Superscript 1st Strand
Synthesis Kit (Invitrogen). cDNA preparations were
diluted 1:15, and 1.5 ul was used in each reaction for
qPCR using the SYBR Green PCR Mastermix (Applied Bio-
systems). Reactions were performed in the ABI7700 or
ABI7500 Fast Real-time PCR system using the default run
parameters. For each plate, a melting curve analysis was
performed at the end of each run to test for primer specif-
icity. Additionally, selected reactions were electro-
phoresed on agarose gels to view PCR products as a
second test for presence of the correct product.
Each plate also contained reactions to test for amplifica-
tion specificity in the presence or absence of template.
rp49 primers were used for control amplification reactions
[27]. cDNAs from abdomen or head/thorax preparations
were analyzed separately. We selected 9 up-regulated
(AttC, CG6188, CG6687, CG15829, Frost, GstD5, IM23,
Socs36E,  Tsp42Ed) and 5 down-regulated candidates
(CG8768, CG13793, ninaD, Tequila, UGP) for this analysis
and report the average fold changes from the tissues in
Additional files 1 and 2. In every case, samples showed a
transcriptional change in the direction expected from
microarray analyses and in most instances the differences
between loj mutants and controls were significantly differ-
ent (p < 0.05) in both sample preparations. GstD5 tran-
scripts were increased in loj head/thorax and abdomen
samples but the results were not significantly different
from controls. Down regulation of loj transcripts in loj
mutant tissue was reported previously [27].
To test eclair  (eca) mutants for increased expression of
immune response genes, we performed a similar protocol
on cDNA prepared from eca/Df(3R)GB104 and control
(equal numbers of eca/+  and  Df(3R)GB104/+) females
using primers that specifically amplified gene products
that are downstream of various stress or immune-acti-
vated pathways: CG6687 (Toll/Imd), Tsp42Ed (Imd/JNK),
Frost (Toll) and Socs36E (JAK/STAT). We were not able to
collect bai mutant females for analysis due to lethality of
bai mutations.
Viability Assays
We determined the number of animals of each of the pos-
sible genotypes that eclosed from stock vials for the fol-
lowing strains: (1) w; Dif2, cn bw/Cyo, ftz-lacZ; loj00898/
TM3, Sb ftz-lacZ (701 total animals scored); (2) loj00898,
RelE20/TM3, Sb (321 total animals scored); (3) dl1 cn1 sca1/
Cyo; loj00898/TM2 (128 total animals scored); (4) w; imd
EY08573/Cyo; loj00898/TM6b,  Tb  (205 total animals
scored). We also crossed loj00898, RelE20/TM3, Sb females to
either  loj00898/TM3, Sb (206 animals scored) or RelE20/
TM3, Sb (77 animals scored) males and determined the
progeny genotypes. w; Dif2, cn bw/Cyo, ftz-lacZ; loj00898/
TM3, Sb ftz-lacZ was crossed to w; Dif2, cn bw/Cyo, ftz-lacZ;
loj04026/TM3, Sb ftz-lacZ (210 animals scored) to assay
interactions between Dif2and  loj  transheterozygous
mutants. A similar cross with dl1 in the loj00898or loj04026
background did not produce any dl1homozygous progeny
(data not shown). Stocks were maintained in non-
crowded conditions and the number of animals of each
genotype that eclosed was determined on multiple days
over a multi-week period. Vials were cleared the day
before adult offspring were counted.
For strains containing Dif or dl alleles, each of the 4 possi-
ble genotypes from the stock cross is predicted to equally
represented due to Mendelian segregation. Since loj and
Rel are both on the 3rd chromosome, there are only two
possible genotypes from the stock cross from loj00898,
RelE20/TM3, Sb. The percentage of expected animals eclos-
ing was calculated by dividing the total number of adult
animals of a given genotype by the total number of ani-
mals of the stock genotype.
From the crosses of loj00898,  RelE20/TM3, Sb to either
loj00898/TM3, Sb or RelE20/TM3, Sb there are three classes of
expected progeny (e.g., (1) loj00898,  RelE20/TM3, Sb (2)
loj00898/TM3, Sb and (3) loj00898,  RelE20/loj00898) that
should each account for one-third of the total number of
offspring. We are not able to distinguish the two classes of
progeny that contain the TM3, Sb chromosome. There-BMC Genomics 2008, 9:212 http://www.biomedcentral.com/1471-2164/9/212
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fore, we calculate the percentage of expected loj00898,
RelE20/loj00898 progeny by dividing the total number of
loj00898,  RelE20/loj00898 progeny by one-half of the total




KAB designed and executed the experiments and partici-
pated in manuscript preparation. GEC conceived,
designed and executed the experiments, participated in
the microarray data analysis and wrote the manuscript.
Additional material
Acknowledgements
We thank Ms. Donna Wall and Dr. Kuey-Chu Chen at the University of 
Kentucky MicroArray Core Facility for sample labeling and hybridization. 
Dr. Adam G. Jones assisted in microarray data analysis. Ms. Lisa L. Ellis aided 
with statistical analysis. Hyung Don Ryoo provided the Xbp1-EGFP strain. 
This work was supported by funds provided to G.E.C. by the National Sci-
ence Foundation (IOS-0454583) and Texas A&M University. K.A.B. is sup-
ported by the Texas A&M University Molecular and Cell Biology Training 
Program.
References
1. Aridor M, Hannon LA: Traffic Jams II: An update of diseases of
intracellular transport.  Traffic 2002, 3:781-790.
2. Cobbold C, Monaco AP, Sivaprasasdarao A, Ponnambalam S: Aber-
rant trafficking of transmembrane proteins in human dis-
ease.  Trends Cell Biol 2003, 13:639-647.
3. Selkoe DJ: Folding proteins in fatal ways.  Nature 2003,
426:900-904.
4. Schröder M, Kaufman RJ: The mammalian unfolded protein
response.  Annu Rev Biochem 2005, 74:739-789.
5. Yoshida H: ER stress and diseases.  FEBS J 2007, 274:630-658.
6. Pahl HL: Signal transduction from the endoplasmic reticulum
to the cell nucleus.  Physiol Rev 1999, 79:683-701.
7. Harding HP, Calfon M, Urano F, Novoa I, Ron D: Transcriptional
and translational control in the mammalian unfolded protein
response.  Annu Rev Cell Dev Biol 2002, 18:575-599.
8. Kaufman RJ, Scheuner D, Schröder M, Shen X, Lee K, Liu CY, Arnold
SM: The unfolded protein response in nutrient sensing and
differentiation.  Nat Rev Mol Cell Biol 2002, 3:411-421.
9. Rutkowski DT, Kaufman RJ: A trip to the ER: coping with stress.
Trends Cell Biol 2004, 14:20-28.
10. van Anken E, Braakman I: Endoplasmic reticulum stress and the
making of a professional secretory cell.  Crit Rev Biochem Mol Biol
2005, 40:269-283.
11. Ryoo HD, Steller H: Unfolded protein responses in Drosophila:
Why another model can make it fly.  Cell Cycle 2007,
6(7):830-835.
12. Wek RC, Cavener DR: Translational control and the unfolded
protein response.  Antioxid Redox Signal 2007, 9(12):2357-2371.
13. Pahl HL, Baeuerle PA: The ER-overload response: activation of
NF-κB.  Trends Biochem Sci 1997, 22:63-67.
14. Hollien J, Weissman JS: Decay of endoplasmic reticulum-local-
ized mRNAs during the unfolded protein response.  Science
2006, 313:104-107.
15. Pomar N, Berlanga JJ, Campuzano S, Hernández G, Elias M, de Haro
C: Functional characterization of Drosophila melanogaster
PERK eukaryotic initiation factor 2α (eIF2α) kinase.  Eur J Bio-
chem 2003, 270:293-306.
16. Ryoo HD, Domingos PM, Kang MJ, Steller H: Unfolded protein
response in a Drosophila model for retinal degeneration.
EMBO J 2006, 26:242-252.
17. Souid S, Lepesant J-A, Yanicostas C: The xbp-1 gene is essential
for development in Drosophila.  Dev Genes Evol 2007,
217:159-167.
18. Jiang H-Y, Wek SA, McGrath BC, Scheuner D, Kaufman RJ, Cavener
DR, Wek RC: Phosphorylation of the α subunit of eukaryotic
initiation factor 2 is required for activation of NF-κB in
response to diverse cellular stresses.  Mol Cell Biol 2003,
23:5651-5663.
19. Deng J, Lu PD, Zhang Y, Scheuner D, Kaufman RJ, Sonenberg N,
Harding HP, Ron D: Translational repression mediates activa-
Additional file 1
Gene expression changes common to both tissue preparations. Selected 
genes were validated by qPCR on independently obtained tissue prepara-
tions. * genes identified previously as down regulated in response to a tuni-
camycin-induced ER overload response (Girardot et al. 2004). ** genes 
up regulated by a tunicamycin-induced ER overload response (Girardot et 
al. 2004). (*) indicates an opposite response in loj mutants compared to 
tunicamycin-treated animals. *** greater than 300-fold reduction in 
transcript levels.




DIRGs common to both tissue preparations. Immune responsive genes are 
overrepresented in this data set (p = 9.035 × 10-26, Fisher's Exact Test) 
as are components of JNK signaling pathways (p = 4.656 × 10-4, Fisher's 
Exact Test).




















Click here for file
[http://www.biomedcentral.com/content/supplementary/1471-
2164-9-212-S6.xls]BMC Genomics 2008, 9:212 http://www.biomedcentral.com/1471-2164/9/212
Page 10 of 11
(page number not for citation purposes)
tion of nuclear factor kappa B by phosphorylated translation
initiation factor 2.  Mol Cell Biol 2004, 24:10161-10168.
20. Leonardi A, Vito P, Mauro C, Pacifica F, Ulianich L, Consiglio E, Form-
isano S, Di Jeso B: Endoplasmic reticulum stress causes thy-
roglobulin retention in the organelle and triggers activation
of nuclear factor-κB via tumor necrosis factor receptor-asso-
ciated factor 2.  Endocrinology 2002, 143:2169-2177.
21. Xu C, Bailly-Maitre B, Reed JC: Endoplasmic reticulum stress:
cell life and death decisions.  J Clinical Investigation 2005,
10:2656-2664.
22. Carney GE, Bowen NJ: p24 proteins, intracellular trafficking,
and behavior: Drosophila melanogaster provides insights and
opportunities.  Biol Cell 2004, 96:271-278.
23. Schimmöller F, Singer-Krüger B, Schröder S, Krüger U, Barlowe C,
Riezman H: The absence of Emp24p, a component of ER-
derived COPII-coated vesicles, causes a defect in transport
of selected proteins to the Golgi.  EMBO J 1995, 14:1329-1339.
24. Stamnes MA, Craighead MW, Hoe ME, Lmapen N, Geromanos S,
Tempst P, Rothman JE: An integral membrane component of
coatomer-coated transport vesicles defines a family of pro-
teins involved in budding.  P r o c  N a t l  A c a d  S c i  U S A  1995,
92:8011-8015.
25. Belden WJ, Barlowe C: Erv25p, a component of COPII-coated
vesicles, forms a complex with Emp24p that is required for
efficient endoplasmic reticulum to Golgi transport.  J Biol
Chem 1996, 271:26939-26946.
26. Belden WJ, Barlowe C: Deletion of yeast p24 genes activates
the unfolded protein response.  Mol Biol Cell 2001, 12:957-969.
27. Carney GE, Taylor BJ: logjam encodes a putative EMP24/GP25
protein that is required for Drosophila oviposition behavior.
Genetics 2003, 164:173-186.
28. Boltz KA, Ellis LL, Carney GE: Drosophila melanogaster p24
genes have developmental, tissue-specific and sex-specific
expression patterns and functions.  Dev Dyn 2007, 236:544-555.
29. De Gregorio E, Spellman PT, Rubin GM, Lemaitre B: Genome-wide
analysis of the Drosophila immune response by using oligonu-
cleotide microarrays.  Proc Natl Acad Sci USA 2001,
98:12590-12595.
30. Irving P, Troxler L, Heuer TS, Belvin M, Kopczynski C, Reichert J-M,
Hoffman JA, Hetru C: A genome-wide analysis of immune
responses in Drosophila.  Proc Natl Acad Sci USA 2001,
98:15119-15124.
31. Boutros M, Agaisse H, Perrimon N: Sequential activation of sign-
aling pathways during innate immune responses in Dro-
sophila.  Dev Cell 2002, 3:711-722.
32. De Gregorio E, Spellman PT, Tzou P, Rubin GM, Lemaitre B: The
Toll and Imd pathways are the major regulators of the
immune response in Drosophila.  EMBO J 2002, 21:2568-2579.
33. Markstein M, Markstein P, Markstein V, Levine MS: Genome-wide
analysis of clustered Dorsal binding sites identifies putative
target genes in the Drosophila embryo.  Proc Natl Acad Sci USA
2002, 99:763-768.
34. Silverman N, Zhou R, Erlich RL, Hunter M, Bernstein E, Schneider D,
Maniatis T: Immune activation of NF-κB and JNK requires
Drosophila TAK1.  J Biol Chem 2003, 278:48928-48934.
35. Park JM, Brady H, Ruocco MG, Sun H, Williams D, Lee SJ, Kato T,
Richards N, Chan K, Mercurio F, Karin M, Wasserman SA: Target-
ing of TAK1 by the NF-κB protein Relish regulates the JNK-
mediated immune response in Drosophila.  Genes Dev 2004,
18:584-594.
36. Dostert C, Jouanguy E, Irving P, Troxler L, Galiana-Arnoux D, Hetru
C, Hoffmann JA, Imler J-L: The Jak-STAT signaling pathway is
required but not sufficient for the antiviral response of Dro-
sophila.  Nat Immunol 2005, 6:946-953.
37. Vodovar N, Vinals M, Liehl P, Bassert A, Degrouard J, Spellman P,
Boccard F, Lemaitre B: Drosophila host defense after oral infec-
tion by an entomopathogenic Pseudomonas species.  Proc Natl
Acad Sci USA 2005, 102:11414-11419.
38. Ip YT, Reach M, Engstrom Y, Kadalayil L, Cai H, Gonzalez-Crespo S,
Tatei K, Levine M: Dif, a dorsal-regulated gene that mediates
an immune response in Drosophila.  Cell 1993, 75:753-763.
39. Manfruelli P, Reichhart JM, Steward R, Hoffmann JA, Letmaitre B: A
mosaic analysis in Drosophila fat body cells of the control of
antimicrobial peptide genes by the Rel proteins Dorsal and
Dif.  EMBO J 1999, 18:3380-3391.
40. Meng X, Khanuja BS, Ip YT: Toll receptor-mediated Drosophila
immune response requires Dif, an NF-κB factor.  Genes Dev
1999, 13:792-797.
41. Rutschmann S, Jung AC, Hetru V, Reichhart J-M, Hofmann JA, Ferran-
don D: The Rel protein DIF mediates the antifungal but not
the antibacterial host defense in Drosophila.  Immunity 2000,
12:569-580.
42. Hedengren M, Asling B, Dushay MS, Ando I, Ekengren S, Wihlborg M,
Hultmark D: Relish, a central factor in the control of humoral
but not cellular immunity in Drosophila.  Mol Cell 1999,
4(5):827-837.
43. Girardot F, Monnier V, Tricore H: Genome wide analysis of com-
mon and specific stress responses in adult Drosophila mela-
nogaster.  BMC Genomics 2004, 5:74.
44. De Smaele E, Zazzeroni F, Papa S, Nguyen DU, Jin R, Jones J, Cong R,
Franzoso G: Induction of gadd45β by NF-κB downregulates
pro-apoptotic JNK signaling.  Nature 2001, 414:308-313.
45. Bartoszewski S, Luschnig S, Desjeux I, Grosshans J, Nüsslein-Volhard
C: Drosophila p24 homologues eclair and baiser are necessary
for the activity of the maternally expressed Tkv receptor
during embryogenesis.  Mech Dev 2004, 121:1259-1273.
46. Harding HP, Zhang Y, Zeng H, Novoa I, Lu PD, Calfon M, Sadri N, Yun
C, Popko B, Paules R, Stojdl DF, Bell JC, Hettmann T, Leiden JM, Ron
D:  An integrated stress response regulates amino acid
metabolism and resistance to oxidative stress.  Mol Cell 2003,
11:619-633.
47. Hedengren-Olcott M, Olcott MC, Mooney DT, Ekengren S, Geller
BL, Taylor BJ: Differential activation of the NF-κB-like factors
Relish and Dif in Drosophila melanogaster by fungi and gram-
positive bacteria.  J Biol Chem 2004, 279:21121-21127.
48. Hoffmann JA: The immune response of Drosophila.  Nature 2003,
426:33-38.
49. Yoshida H, Matsui T, Yamamoto A, Okada T, Mori K: XBP1 mRNA
is induced by ATF6 and spliced by IRE1 in response to ER
stress to produce a highly active transcription factor.  Cell
2001, 107:881-891.
50. Busse MS, Arnold CP, Towb P, Katrivesis J, Wasserman SA: A kap-
paB sequence code for pathway-specific innate immune
responses.  EMBO J 2007, 26:3826-3835.
51. Urano F, Wang X, Bertolotti A, Zhang Y, Chung P, Harding HP, Ron
D: Coupling of stress in the ER to activation of JNK protein
kinases by transmembrane protein kinase IRE1.  Science 2000,
287:664-666.
52. Arch RH, Gedrich RW, Thompson CB: Tumor necrosis factor
receptor-associated factors (TRAFs) – a family of adapter
proteins that regulates life and death.  Genes Dev 1998,
12:2821-2830.
53. Liu H, Su YC, Becker E, Treisman J, Skolnik EY: A Drosophila TNF-
receptor-associated factor (TRAF) binds the ste20 kinase
Misshapen and activates Jun kinase.  Curr Biol 1999, 9:101-4.
54. Zapata JM, Matsuzawa S, Godzik A, Leo E, Wasserman SA, Reed JC:
The Drosophila tumor necrosis factor receptor-associated
factor-1 (DTRAF1) interacts with Pelle and regulates NFka-
ppaB activity.  J Biol Chem 2000, 275:12102-7.
55. Shen B, Liu H, Skolnik EY, Manley JL: Physical and functional inter-
actions between Drosophila TRAF2 and Pelle kinase contrib-
ute to Dorsal activation.  P r o c  N a t l  A c a d  S c i  U S A  2001,
98:8596-601.
56. Cha GH, Cho KS, Lee JH, Kim M, Kim E, Park J, Lee SB, Chung J: Dis-
crete functions of TRAF1 and TRAF2 in Drosophila mela-
nogaster  mediated by c-Jun N-terminal kinase and NF-
kappaB-dependent signaling pathways.  Mol Cell Biol 2003,
23:7982-91.
57. Beg AA: Endogenous ligands of Toll-like receptors: implica-
tions for regulating inflammatory and immune responses.
Trends Immunol 2002, 23:509-512.
58. Wallin RPA, Lundqvist A, Moré SH, von Bonin A, Kiessling R, Ljung-
gren H-G: Heat-shock proteins as activators of the innate
immune system.  Trends Immunol 2002, 23:130-135.
59. Rapp UK, Kaufmann SH: Glucose-regulated stress proteins and
antibacterial immunity.  Trends Microbiol 2003, 11(11):519-526.
60. Monastirioti M, Linn JCE, White K: Characterization of Dro-
sophila Tyramine B-Hydroxylase gene and isolation of mutant
flies lacking octopamine.  J Neurosci 1996, 16:3900-3911.Publish with BioMed Central    and   every 
scientist can read your work free of charge
"BioMed Central will be the most significant development for 
disseminating the results of biomedical research in our lifetime."
Sir Paul Nurse, Cancer Research UK
Your research papers will be:
available free of charge to the entire biomedical community
peer reviewed and published  immediately upon acceptance
cited in PubMed and archived on PubMed Central 
yours — you keep the copyright
Submit your manuscript here:
http://www.biomedcentral.com/info/publishing_adv.asp
BioMedcentral
BMC Genomics 2008, 9:212 http://www.biomedcentral.com/1471-2164/9/212
Page 11 of 11
(page number not for citation purposes)
61. Monastirioti M: Distinct octopamine cell population residing in
the CNS abdominal ganglion controls ovulation in Dro-
sophila melanogaster.  Dev Biol 2003, 264:38-49.
62. Cole SH, Carney GE, McClung CA, Willard SS, Taylor BJ, Hirsh J:
Two functional but noncomplementing Drosophila tyrosine
decarboxylase genes.  J Biol Chem 2005, 280:14948-14955.
63. Lee HG, Seong CS, Kim YC, Davis RL, Han K-A: Octopamine
receptor OAMB is required for ovulation in Drosophila mela-
nogaster.  Dev Biol 2003, 264:179-190.
64. Li J, Wong L: Emerging patterns and gene expression data.
Genome Inform 2001, 12:3-13.
65. Carney GE: A rapid genome-wide response to Drosophila mel-
anogaster social interactions.  BMC Genomics 2007, 8:288.